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ABSTRACT: Improvements in long-term cancer survival rates
have resulted in an increase in the prevalence of chemotherapy-
linked cardiac failure, but treatment-induced cardiac injuries may
not be detected until long after therapy. Monitoring cardiac
function is recommended; however, cardiovascular injury in
cancer patients differs from those with primary cardiac
dysfunction, which limits the utility of traditional cardiac
biomarkers. Here we examined plasma levels of peptides
produced by cathepsin B, which is released during chemo-
therapy-induced cardiac injury. We applied nanotrap fractionation
to enrich plasma peptides from cancer patients treated with or
without chemotherapy. Peptides associated with chemotherapy-
induced cardiotoxicity, but not other cardiac injury, were
identified by mass spectrometry, and their dependence on cathepsin B activity was determined using enzyme inhibition
experiments. We found that a peptide (SAA-1525) derived from serum amyloid A1 was significantly increased in cardiotoxicity
patients, and its production was inhibited when plasma samples were pretreated with cathepsin B specific inhibitors. Plasma
SAA-1525 also correlated with other markers of cardiac injury. Analysis of plasma SAA-1525 levels may hold potential as a rapid
and minimally invasive method to monitor subclinical injury, thereby allowing timely intervention to mitigate further cardiac
damage and avoid more severe clinical presentation.
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■ INTRODUCTION

Cancer treatment advances have markedly increased cancer
survival rates but have also increased the risk that patients will
develop chronic treatment-related multisystemic diseases.1

Cardiovascular injury has emerged as a major inadvertent
consequence of cancer therapy,2−4 and chemotherapy-linked
congestive heart failure has been linked to a 3.5-fold increase in
mortality versus idiopathic cardiomyopathy.5 Cardiac injury
events may occur during chemotherapy or shortly after its
completion, but symptoms of cardiac injury may not be
apparent for months or sometimes even years.6

Monitoring of cardiac function is recommended to detect
subclinical myocardial damage that may occur during or after
chemotherapy but is expensive and time-intensive.7,8 Most
approaches used in clinical practice to assess cardiac function
(e.g., echocardiographic evaluation of left ventricular ejection
fraction (LVEF) or radionuclide ventriculography) have poor

predictive power due to their low sensitivity to detect
subclinical myocardial injury.9 Biomarkers of cardiac injury,
including both troponin I (TnI) and the N-terminal pro-B-type
natriuretic peptide (NT-proBNP), are promising diagnostic
tools for early identification, assessment, and monitoring of
cardiotoxicity. However, despite the proposed utility of these
biomarkers, concern over their lack of sensitivity or specificity
and their untraceable release kinetics during chemotherapy
limit their diagnostic utility.10 Creatine kinase (CK) level or
creatine kinase-muscle/brain (CK-MB) activity is an accept-
able alternative for cardiac injury evaluation when troponin or
NT-proBNP mass assays are not available or feasible,11 but
strenuous exercise may also increase both CK and CK-MB,
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although with a lower relative index. CK-MB level can also be
increased by kidney failure and, rarely, by chronic muscle
disease, low thyroid hormone (T3, T4) levels, and alcohol
abuse. Better diagnostic or prognostic biomarkers are needed
to monitor cardiotoxicity and to facilitate preventive trials to
potentially improve cardiovascular and oncologic morbidity
and mortality.
Recent studies have revealed that treatment with the

chemotherapeutics Gemcitabine and 5-fluorouracil can trigger
the release of cathepsin B (CTSB) from lysosomes to mediate
inflammasome activation.12 CTSB is also required for
doxorubicin-induced cell death,13 and cell viability following
doxorubicin treatment is significantly enhanced when CTSB
expression is inhibited by treatment with a CTSB siRNA or
specific inhibitor.13 Studies focusing on the expression and
activity of cathepsins in failing cardiac tissue also suggest that
cathepsins can trigger and promote cardiac remodeling14,15

and that attenuating the expression and activity of cathepsins
by blocking the angiotensin II type 1 receptor should attenuate
cardiac remodeling and dysfunction. However, there are no
assays that profile cathepsin activity in blood as a biomarker of
cardiac injury.
Circulating levels of specific peptides can impart important

information about disease states and may yield greater
diagnostic sensitivity than their parent proteins as they can
also reflect the activity of disease-associated protease activities.
Therefore, peptides are considered to have great potential as
biomarkers for screening, diagnosis, and therapy monitor-
ing.16−18 We therefore reasoned that measurement of CTSB-
catalyzed peptides may offer more information about the
cardiotoxicity and measured the level of peptides differentially
expressed in the circulation of cancer patients that develop
cardiotoxicity in response to chemotherapy to identify
candidate peptide biomarkers that might reflect increased
cytosolic or circulating CTSB activity in response to
chemotherapy-induced cardiotoxicity. Thus, we analyzed the
plasma proteome for CTSB-generated peptides associated with
cardiotoxicity to identify suitable biomarker candidates.

■ RESULTS

Study Subject Characteristics. As described in Table 1,
this study enrolled a total of 40 patients (50% women; median
age 68 years; IQR 62−74 years); 13 consecutive patients who
received chemotherapy (Chemo) and 27 consecutive patients
who declined chemotherapy (Non-Chemo). In the Chemo
group, 8 patients exhibited plasma TnI or NT-proBNP values
consistent with cardiotoxicity (Ctox), while 19 Non-Chemo
patients were found to have cardiac damage (Cdam) using the
same criteria. The goal of this study was to identify a potential
universal biomarker for prediction of chemotherapy-induced
cardiotoxicity, without reference to a specific cancer type or
chemotherapy drug. Study subjects with various tumor types
were consecutively enrolled and segregated into chemotherapy
and nonchemotherapy groups based on their decision to
accept or refuse chemotherapy, without restriction on their
cancer type or drug regimen for those who elected to receive
chemotherapy. Patients enrolled in this study received a variety
of chemotherapeutics, including imatinib, anastrozole, exemes-
tane, BYL719, ABT-199, pracinostat, bosutinib, nilotinib, and
abiraterone. This study was designed to identify candidate
plasma biomarkers of cardiotoxicity differentially expressed in
the Chemo group (Ctox vs nCtox), while excluding factors
that were also similarly regulated in the Non-Chemo group
(Cdam vs nCdam). Since previous cardiac injury was present
for subjects in both the treatment and nontreatment groups, it
was necessary to distinguish biomarkers that were solely
related to cardiac damage following patient exposure to
chemotherapy. As a result, both the nCtox and Non-Chemo
groups were considered to be negative controls and were used
to exclude markers not specific for chemotherapy-induced
cardiac injury.
Ctox incidence was lower for women (20%) than for men

(88%), but the Cdam rate was similar for women (67%) and
men (75%). The Ctox gender difference remained significant
after correction by binary logistic regression, implying that men
are more susceptible to cardiotoxicity, in agreement with
results previously reported for patients treated with doxor-
ubicin,19 although these results remain controversial. The

Table 1. Clinical Characteristics of Patients Who Received Chemotherapy or Declined Chemotherapya

chemotherapy (n = 13) nonchemotherapy (n = 27)

variable
noncardiotoxicity

(nCtox) cardiotoxicity (Ctox)
noncardiac damage

(nCdam)
cardiac damage

(Cdam) Pa Pb

number, n (female) 5 (4) 8 (1) 8 (5) 19 (10) 0.0149* >0.6375
age, y, median (IQR) 70 (63−73) 55 (46−71) 65 (55−72) 68 (59−75) >0.99 >0.99
LVEF, %, median (IQR) 59.5 (55.5−64.25) 58 (58−62.75) 62 (50−62.5) 57.5 (53.25−60.5) >0.99 >0.99
oncological disease, n (%)

leukemia 6 (75) 7 (37)
breast cancer 3 (60) 2 (25) 1 (5)
lymphoma 1 (13) 1 (5)
prostate cancer 2 (25)
stomach cancer 1 (20) 1 (13) 1 (5)
lung cancer 1 (13) 1 (5)
others 1 (20) 3 (38) 8 (42)

Pro-BNP, pg/mL, median
(IQR)

372.9 (251.3−726.6) 10346 (8068−17650) 235.1 (104.6−610.2) 3035 (1409−7081) 0.0047 0.0055

TnI, ng/mL, median (IQR) 0.03 (0.03−0.03) 0.54 (0.0475−0.775) 0.03 (0.03−0.03) 0.15 (0.05−0.75) 0.0267 0.0019
CK, U/L, median (IQR) 38 (20−121) 173 (99.25−228) 30 (24−46) 35.5 (20−204.5) >0.99 >0.99
CK-MB, μg/L, median (IQR) 2 (1.65−2.2) 5.15 (1.425−9.025) 1.8 (1.15−2.55) 2.9 (2.5−5.3) 0.6125 >0.99
aPa, P-value between nCtox and Ctox groups. Pb, P-value between nCdam and Cdam groups. *, P-value = 0.031 after data correction by binary
logistic regression.
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median age was lower in Ctox versus nCtox patients (55 vs 70
years), but it was similar in Cdam and nCdam patients (68 and
65 years). Cancer types were not equally distributed among
the Chemo and Non-Chemo treatment groups or their
subgroups. Leukemia cases were highly represented in the
Ctox and Cdam groups (75 and 37%, respectively) with
remaining Ctox and Cdam cases being associated with a range
of other cancer types.
Ctox and Cdam groups were defined by elevated TnI or NT-

proBNP plasma level. Both markers were elevated in the Ctox
versus nCtox and Cdam versus nCdam subjects, but no
differences in CK and CK-MB were detected between the
groups electing to undergo or forsake chemotherapy or the
Ctox and Cdam groups (not shown).
Plasma SAA-1525 Levels Are Elevated in Subjects

with Ctox. We employed our previously described nanotrap
platform20 to isolate and enrich small plasma peptides which
were quantified and identified by MALDI-TOF MS. This
approach identified more than 400 peptide peaks, including 27
that were ≥2-fold enriched in Ctox versus nCtox samples
(Figure 1, Table S1), and only 4 of these peaks (m/z, 1525.8,
1030.52, 1115.66, and 1177.66) distinguished (p < 0.01) Ctox
and nCtox cases (Table S1) but not Cdam and nCdam cases.
Because three of the peptides (m/z, 1030.52, 1115.66, and
1177.66) could not be successfully sequenced, further analysis
was only performed on the 1525.8 m/z peptide (Figure 2A,B).
A 2-way ANOVA analysis was performed to evaluate the
statistical significance of 1525.8 m/z peptide differences
between all groups (Table S2). 1525.8 m/z peptide levels
were determined to be significantly higher in the Ctox group
versus the nCtox (p = 0.0011), nCdam (p = 0.0002), or Cdam
(p = 0.0004) groups. LC-MS/MS analysis determined the
sequence of peptide 1525.8 m/z to be PNHFRPAGLPEKY
(Figure 2C), which matched the C-terminus of SAA1 (Figure

2D), a major acute-phase protein that is primarily produced by
liver cells during cases of infection, tissue injury, malignancy,
and other sources of inflammation.21 Circulating levels of
acute-phase protein that serve as biomarkers of inflammation
are frequently elevated in cancer and with inflammation-
associated cardiac damage. We therefore retrieved the results
of high-sensitivity C-reactive protein (hs-CRP) assays
performed to assess systemic inflammation from records of
the study subjects. We found that hs-CRP levels were
significantly increased in both the Ctox and Cdam groups
(Figure S1), implying that acute inflammation, as reflected by
elevated hs-CRP levels, is associated with both cardiotoxicity
and cardiac damage in the absence of chemotherapy in our
study cohort. This data also strongly suggests that elevated
SAA-1525 does not directly reflect acute inflammation, since
the Ctox and Cdam groups exhibit similar hs-CRP levels but
SAA-1525 is elevated only in the Ctox group. A MEROPS
database analysis of SAA1 identified 37 candidate CTSB
cleavage sites (Figure S2) as well as multiple potential cleavage
sites for cathepsin L (11 sites), matrix metalloprotease 1
(MMP1; 2 sites) and MMP3 (7 sites), and the merpin A alpha
and beta subunits (1 and 2 sites, respectively), although none
of these cleavage sites directly matched the ends of the SAA-
1525 peptide.

Cleavage of SAA-1525 from SAA1 Requires CTSB
Activity. SAA1 reportedly exists as a hexamer, with its
subunits displaying a unique four-helix bundle fold in which its
C-terminal tail (Figure 2D) forms extensive salt bridges and
hydrogen bonds that are critical to the stability of the helix
bundle.22 Notably, a CTSB cleavage site in the C-terminus of
SAA1 (aa 95) is required for its activation. Furthermore, a
recent study indicated that SAA-1525 can be released from a
SAA-2126 (aa 104−122) peptide produced by CTSB activity,
through hydrolysis of the Asp−Pro bond at the N-terminus of

Figure 1. Rational progression of the discovery of cardiotoxicity biomarkers from sample preparation to identification of cardiotoxicity specific
peptide in human biological fluids.
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SAA-1525 under neutral and slightly acidic conditions.23 Given
the relationship between CTSB and SAA-2126 on SAA-1525
formation, we hypothesized that CTSB activity was responsible
for the observed increase in circulating SAA-1525 in Ctox
patient samples. We therefore spiked recombinant SAA1 into
plasma samples with high (159.94−703.51 ng/mL) and low
(25.66−47.00 ng/mL) CTSB concentrations, in marked excess
of the native SAA1 concentration, to determine the effect of
plasma CTSB concentration on the production of SAA-2126
and SAA-1525 peptides. Both SAA-1525 and SAA-2126 levels
were increased in samples with high versus low concentrations
of CTSB (Figure 3A,B). However, no difference in SAA-1525
level was detected in samples spiked with a synthetic SAA-
2126 peptide (Figure 3C), indicating that SAA-2126 was not
the direct precursor to SAA-1525. To confirm that CTSB
activity was required for SAA-1525 production, plasma samples
with varying levels of CTSB were treated with and without the
CTSB specific inhibitors E6424 and ALLM,25 spiked with an
excess of recombinant SAA1 protein and analyzed for SAA-
1525 production. We found that SAA-1525 release was
consistently reduced in all samples treated with either CTSB
inhibitor (Figure 3D), indicating that SAA-1525 production
was CTSB-dependent.

SAA-1525 Correlates More Strongly with Ctox than
Does CTSB. To better understand the relationship between
SAA-1525 and traditional cardiac injury biomarkers, we
analyzed correlations between plasma SAA-1525 and TnI,
NT-proBNP, CK, and CK-MB levels, and compared these
values to the matching correlations obtained with plasma
CTSB (Figure 4, Table S3), despite not having all of these tests
performed for each patient’s evaluation. We found that in
Chemo patients, the plasma SAA-1525 levels exhibited strong
correlation (Figure 4A) with TnI (a heart attack marker),
followed by NT-proBNP (a marker of heart failure), CK (a
marker of cardiac and skeletal muscle injury) and CK-MB (a
more specific marker of cardiac injury). SAA-1525 correlations
with all these markers were reduced in the Non-Chemo group.
For the plasma CTSB levels, Chemo patients exhibited strong
correlations (Figure 4B) with plasma levels of NT-proBNP,
CK, and TnI but had less of a correlation with CK-MB, while
correlations with all these markers, except CK-MB, were
decreased in the Non-Chemo group. NT-proBNP still retained
a strong CTSB correlation in the Non-Chemo group, but the
TnI correlation was only half that found in the Chemo group,
and there was no longer any correlation with CK.

Figure 2. Peptide SAA-1525 identification. (A) SAA-1525 LC-MS signal normalized to spiked-in ACTH fragment (Mean ± SE; **, p < 0.01 by
two-way ANOVA). (B) ROC analysis for SAA-1525 differentiation of Ctox and nCtox patients. (C) SAA-1525 peptide peak LC-MS/MS sequence.
(D) CTSB cleavage sites in SAA1. Blue arrows indicate CTSB cleavage sites. * indicates a cleavage site not assigned to CTSB activity.
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■ DISCUSSION

Early identification of patients at risk for cardiotoxicity remains
an elusive but critical goal for cardiologists and oncologists
who need definitive tests to help mitigate or prevent long-term
cardiac damage. New biomarkers are needed to better identify
patients at risk for cardiac damage during Chemo to reduce
treatment-related Ctox and to manage long-term cardiac risk in
cancer survivors. Monitoring of such biomarker levels may also
allow for midtreatment intervention to further improve the
personalization of medicine and patient outcomes.
Many pathological processes are associated with aberrant

protease expression or activity, which can be detected as
altered peptide profiles. Multiple studies have reported that
high levels of circulating CTSB are associated with heart
disease.26−28 CTSB expression is induced in cardiac myoblasts
after doxorubicin treatment29 and is reported to have roles in
pressure-overload myocardial remodeling,28 dilated cardiomy-
opathy,30 and doxorubicin-induced cell death.13 However,
CTSB must be activated by post-translational modification;
thus, CTSB protein concentrations alone do not necessarily

reflect CTSB activity associated with cardiac pathogenesis.
Measurement of circulating levels of CTSB-produced peptides
offers an attractive means of gauging in vivo protease activity,
since these peptides are likely to transit through their tissue of
origin and enter the circulation. However, such peptides often
circulate at low concentration and may be masked by highly
abundant proteins, such as albumin and immunoglobulin.18,31

Serum or plasma peptide isolation thus is a major challenge for
biomarker discovery, since no standard technique offers
efficient recovery from the complex mixtures found in liquid
biopsies. In this study, we used a nanopore-based approach to
enrich circulating peptides for MS analysis and identified those
that were enriched in Ctox subject samples and could be
produced by Ctox-associated proteases to increase the
accuracy and sensitivity of biomarker selection.32,33

Our results revealed that a SAA1 peptide was significantly
increased in plasma samples of Ctox cases but not in other
negative control groups and that production of this peptide
from spiked-in SAA1 could be blocked by pretreatment of
Ctox plasma samples with CTSB inhibitors. We combined the

Figure 3. SAA-1525 production is CSTB-dependent. ACTH-normalized LC-MS signal for cleavage of recombinant SAA1 to (A) SAA-1525 and
(B) SAA-2126 and (C) cleavage of synthetic SAA-2126 peptide to SAA-1525 in human plasma with high and low CTSB levels. Mean ± SE; ****,
p < 0.0001 by Student’s t test. (D) Cleavage of SAA1 to SAA-1525 in human plasma treated with or without the CTSB-specific inhibitors E64 and
ALLM.

Figure 4. Radar chart representing the correlation between laboratory indicators and (A) SAA-1525 or (B) CTSB. Each axis displays the laboratory
indicators and the values are Spearman r.
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cardiomyocytes-damage-associated CTSB with enzymatic
hydrolysis peptide together and found the novel cancer-drug-
induced cardiotoxicity biomarker SAA-1525. Our preliminary
results demonstrate, to our knowledge for the first time, that
the proteolytic activity of CTSB is clearly linked to the
cleavage patterns of its catalytic substrate SAA1 in the blood
and was determined by means of a rapid, reproducible,
sensitive, precise, and minimally invasive approach.
As previously described, SAA1 belongs to the class of acute-

phase proteins, those that are induced by inflammation-related
conditions such as infection and malignancy.21 SAA1
expression is not specific, however, and did not significantly
differ among the study cohorts, unlike its cleavage product,
SAA-1525. Plasma levels of both CTSB and SAA-1525 are
distinct between Ctox and nCtox patients but not Cdam and
nCdam patients. Further studies are needed to analyze the
relative merits of measuring CTSB and SAA-1525 for Ctox
prediction. However, we hypothesize that SAA-1525 will more
accurately reflect CTSB-mediated activity associated with
cardiac injury than will the concentration of circulating
CTSB, since CTSB inhibitors in plasma may reduce the
correlation between CTSB abundance and activity and thus
diminish its effectiveness as a biomarker. In addition to
providing more accurate patient information, SAA-1525
measurement may also offer advantages from a workflow
perspective, since the current approach requires only a 30 min
nanotrap isolation step prior to analysis by LC-MS/MS, which
may compare favorably to an immunoassay-based analysis of
total plasma CTSB abundance. It does not appear that the
enhanced correlation of SAA-1525 with cTnI detected in the
Chemo group reflects inflammation-related cardiac injury that
is indirectly related to chemotherapy, since similar levels of
inflammation were observed in both the Chemo and Non-
Chemo groups. We therefore propose that proteolysis of SAA1
by CTSB is the critical factor that regulates the differential
SAA-1525 levels detected in these groups.
Chemotherapy drugs, including those of the anthracycline

class, are the agents most frequently implicated in associated
cardiotoxic side effects.34 A wide range of chemotherapy drugs
have reported associations with cardiotoxicity,35 including
antimetabolite agents,36 microtubule-targeting drugs,37 and
protein kinase inhibitors.38 There is thus an urgent clinical
demand for a marker that can be serially monitored to predict
the development of cardiotoxicity in response to a variety of
different chemotherapeutics. Our results suggest that circulat-
ing SAA 1525 has the potential to address this unmet clinical
requirement. Our results indicate that SAA 1525 is produced
by proteolysis of circulating SAA1 by CTSB. We speculate
chemotherapy resulting in cardiotoxicity may increase the
activity, expression, or release of CTSB from injured
cardiomyocytes to increase the hydrolysis of circulating
SAA1 and thereby increase circulating SAA-1525 levels. Several
studies support the potential for such a mechanism. The
chemotherapeutic nilotinib is reported to induce cardiotoxicity
by increasing CTSB activity,39 while bosutinib40 has been
reported to induce permeabilization of the lysosomal
membrane, leading to lysosomal dysfunction and the release
of CTSB. Both drugs were administered to individuals in the
Ctox group. Other commonly used chemotherapeutics,
including gemcitabine and 5-fluorouracil, can also trigger
CTSB release by lysosomal permeabilization.12 In summary,
accumulated evidence suggests that cardiomyocyte expression
of CTSB can be induced by various chemotherapeutics.

Further studies may thus be useful to determine if altered
CTSB expression, activation, or release represents a common
mechanism associated with chemotherapeutics that are
associated with enhanced levels of chemotherapy. A better
understanding of the responsible mechanism might allow for
improved screening of the cardiotoxic potential of future
chemotherapeutics. Knowledge of which drugs can induce
cardiotoxicity through CTSB dysregulation would also provide
evidence for the utility of screening these patients for altered
SAA-1525 to detect the development of cardiotoxicity.
Our results imply that plasma SAA-1525 is specifically

elevated in the chemotherapy-induced cardiotoxicity group
independent of potential inflammation-induced cardiac dam-
age as assessed by the level of circulating hs-CRP, through the
proteolytic activity of CTSB. This suggests that plasma SAA-
1525 may have great potential as a rapid and minimally
invasive predictive marker for chemotherapy-related cardiotox-
icity. However, further studies are required to reproduce our
results and assess the predictive utility of SAA1 for
cardiotoxicity in studies using specific therapeutic regimens
in different patient populations. Multiple treatment regimens
(chemotherapy and/or chemoradiation) were included in this
pilot study; however, due to the small group sizes, we were
unable to stratify blood SAA-1525 levels as a predictive marker
for response to individual treatment regimens or to generalize
these levels for the response to all cardiotoxicity agents
temporarily. Larger prospective cohorts, with well-defined
treatment regimens, should be analyzed to address these
questions in the future work, which may have major clinical
significance.

■ METHODS
Study Population. Plasma samples were collected at M. D.

Anderson Center Cancer in Houston, TX, from July 2014 to
August 2014 from cancer patients who received or declined to
receive chemotherapy and who were provided written
informed consent to participate in this study, using an
Institutional Review Board approved study participant enroll-
ment form. Patients were excluded from study enrollment if
they were <18 years of age or if they had an LVEF of <50%,
valvular heart disease, or severe hypertension. Study subjects
with various tumor types were consecutively enrolled at first
diagnosis and segregated into chemotherapy (Chemo) and
nonchemotherapy (Non-Chemo) groups based on their
decision to accept or refuse chemotherapy treatment. Chemo
subjects were assigned to the cardiotoxicity (Ctox) cohort if
their plasma TnI levels were >0.04 ng/mL41 or if their plasma
NT-proBNP levels were >450, >900, or >1800 pg/mL in
patients of ages <50, 50−75, and >75 years, respectively.42,43

All other Chemo patients were classified into the non-
cardiotoxicity (nCtox) cohort. Non-Chemo group subjects
were similarly divided into cohorts exhibiting cardiac damage
(Cdam) or no cardiac damage (nCdam) cohorts using the
same TnI and NT-proBNP criteria.

Nanotrap Fractionation of Low-Molecular Weight
Plasma Peptides. Plasma samples of study participants were
fractionated on mesoporous silica nanotraps44 to isolate low-
molecular-weight (<10 kDa) peptides (Figure 1), which were
then identified and quantified by matrix-assisted laser
desorption/ionization time-of-flight mass spectrometry
(MALDI-TOF MS). Briefly, individual wells on nanotrap-
coated, 4 in. silicon wafers were loaded with 6 μL of human
plasma. After 30 min of incubation at 25 °C in a humidified
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chamber, each well was aspirated and washed with 10 μL of
deionized water. The peptides retained in the nanotrap were
then released with 90 s of incubation with 6 μL of a 0.1%
trifluoroacetic acid/50% acetonitrile solution. MALDI-TOF
MS data were analyzed with FlexAnalysis software v1.33
(Bruker Daltonic, Billerica, MA). The mean area of selected
monoisotopic peaks was determined from duplicate samples
after normalization against a spiked-in calibration standard
peptide consisting of ACTH fragment with a length of 18−39
amino acids (aa).45

Peptide Identification by LC-MS/MS. Nanotrap-en-
riched plasma peptide samples were dried by vacuum
centrifugation, suspended in 0.1% formic acid, and then
subjected to LC-MS/MS using an Orbitrap Velos Pro MS
instrument coupled with an UltiMate 3000 NanoLC system
(Thermo Scientific). Loaded peptides were fractionated with a
linear gradient of 2−37% acetonitrile with 0.1% formic acid at
a flow rate of 300 nL/min on an EASY-Spray C18 LC column
(15 cm × 75 μm I.D. and 3 μm particle size; Thermo
Scientific), and the resulting MS/MS spectra were analyzed
against the UniProt (www.uniprot.org) human proteome
database using Mascot Server 2.3.0 (Matrix Science, London,
UK) and a mass tolerance of 0.5 Da.
We identified peptides that were selectively enriched (>2-

fold) in the Ctox versus nCtox plasma samples (Table S1) and
employed one-way ANOVA to select only those peptides
where this difference reached statistical significance (p < 0.01).
To identify peptides that might arise from CTSB activity we
used the MEROPS database (https://www.ebi.ac.uk/merops/
cgi-bin/substrates?id=C01.060) to analyze proteins that
matched the enriched peptides to determine if CTSB was
known or predicted to produce the target peptides.
Measurement of Plasma CTSB Concentration and

Activity. Plasma CTSB concentrations were analyzed with
commercial ELISA kits (R&D Systems, Inc.) using 10 μL of
patient plasma. CTSB serum amyloid A1 (SAA1) substrates24

were identified by a search of the MEROPS database. An MS-
identified SAA1 peptide (SAA-2126) that was produced in
response to CTSB activity was synthesized by GL Biochem.
MALDI-TOF MS was used to measure CTSB activity on
SAA1 protein and SAA-2126 peptide substrates spiked into
plasma samples with high (159.94−703.51 ng/mL) and low
(25.66−47.00 ng/mL) CTSB protein concentrations. Samples
were spiked with 8.5 uM SAA1 or 10 uM SAA-2126 and
analyzed for their SAA-1525 and SAA-2126 levels. Plasma
SAA-1525 concentrations were also measured in samples
incubated with or without the CTSB inhibitors E64 or ALLM
(25 mM, Sigma-Aldrich).24,25

Statistical Analysis. Mass spectrometry data was analyzed
with MarkerView software version 1.2.1 (AB SCIEX, Concord,
Canada), and the spiked-in peptide calibration standard
(ACTH aa 18−39; 2465 m/z) was used to normalize peptide
signal intensity to identify peptides that exhibited a ≥2-fold
increase in Ctox than nCtox group. The abundance of these
target peptides was then analyzed by one-way ANOVA to
identify peptides that significantly differed (p-value < 0.01)
between the Ctox and nCtox groups but not between the
Cdam and nCdam groups. Statistical analyses (1-way ANOVA,
2-way ANOVA, Chi-square tests, receiver operating character-
istic (ROC), and correlation curve analyses) were performed
using GraphPad Prism 7 software (GraphPad Software, Inc.).
Age, NT-proBNP, TnI, CK, CK-MB, and peptide differences
between subgroups were analyzed by 1-way ANOVA, with p-

values < 0.05 considered to be statistically significant. Gender
differences between groups were analyzed by χ2 tests
(GraphPad Prism 7 software) and verified by binary logistic
regression (SPSS 17.0 software, USA). Data in Table 1 were
expressed as medians with the interquartile range (IQR).
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